20 This work aimed to evaluate the cytotoxic potential against cancer cells of Passiflora genus 21 plant species cultivated in Brazil and identify the mechanism of cytotoxicity induced by the 22 most promising extract. Leaf extracts from 14 Passiflora (P.) species were obtained ASE and 23 in vitro cytotoxicity evaluated against cancer cell lines using MTT assay at a single
148 isolated from a sample of about 3 mL of human blood plus 5 mL of saline. The steps up to 149 isolation included the addition of 3 mL of Ficoll followed by 15 minutes of centrifugation at 150 1500 rpm, and aspiration of the PBMCs present in the intermediate region between the red 151 blood cells and the plasma. The PBMC suspension was transferred to another tube which was 152 added with saline to the 11 mL volume and centrifuged for 5 minutes at 1000 rpm. The 153 supernatant was discarded, and the PBMC pellet was re-suspended in complete medium (RPMI 154 1640 plus 20% fetal bovine serum and 10 μg/mL ConA) and counted in a Neubauer chamber 155 for further dilution and plating. 165 mg/mL) was added, followed by incubation at 37°C in an atmosphere of 5% CO 2 for 3 hours.
166 After incubation, the formazan product was dissolved in 150 μL DMSO, and absorbance was 167 measured using a multi-plate reader (DTX 880 Multimode Detector, Beckman Coulter Inc.).
168 The treatment's effects were expressed as the percentage of control absorbance of reduced dye 169 at 595 nm. All absorbance values were converted into a cell growth inhibition percentage (GI 170 %) by the following formula:
[GI% = 100 − [(TE/NC) × 100%]
172 In which, NC is the absorbance for the negative control, and TE is the absorbance in the 173 presence of the tested extracts.
174
The median inhibitory concentration able to induce 50% of maximal effect (IC 50 ) was 175 determined for the extract that caused the greatest GI% against HCT-116, SF-295 and 176 OVCAR-8 The same protocol for the same cells, adding the cell line HL-60 (0.3 x 10 6 cells/mL 177 in 100 µL medium) was used to determine the IC 50 , varying only the concentration of the 178 compound from 0 to 50 µg/mL, and the potency of the extract. The experiment was performed 179 as three independent experiments, and doxorubicin (0.3 μg/mL) was used as a positive control 180 (Doxorubicin, purity > 98%; Sigma Chemical Co., St. Louis, MO, USA).
181
182 Determination of the effect of P. alata leaf extract in non-tumor cells
183
The alamar blue assay was used to determine the effect of extract from the leaves of P. (Table 2 ).
294
The cytotoxic activity of natural bioactive products against cancer cells is attributed to 295 the chemical composition of the product, and this practice of identification is the most 296 successful source of potential drug discovery and development (7). 
